In the course of pathogen isolation from Populus 6 euramericana canker (a new canker disease that has appeared in China), strains BQ4-1 T and NHI3-2 were isolated using the standard dilution plating technique. Strain BQ4-1 T was isolated from the healthy part of symptomatic bark (1 cm from a lesion margin) collected from Puyang city (35 u 539 N 115 u 059 E), Henan Province of China, during July 2010, and strain NHI3-2 was isolated from the diseased part of symptomatic bark from Heze city (34 u 479 N 115 u 309 E), Shandong Province of China, during November 2012. Isolation was achieved using nutrient agar (NA; Difco) at 30 u C for 2 days. It was
The GenBank/EMBL/DDBJ accession numbers for the 16S rRNA and rpoB gene sequences of Acinetobacter puyangensis BQ4-1 T and NHI3-2 are JN664255 and KC193569, and JX499272 and KC193570, respectively; and . venetianus LMG 19082 demonstrated that the two isolates were not the main pathogen of Populus 6euramericana and it is not clear what function they serve in poplar canker disease. The type or reference strains used in the present study were obtained from the Japan Collection of Microorganisms (JCM), Deutsche Sammlung von Mikroorganismen und Zellkulturen GmbH (DSMZ) and BCCM/LMG Bacteria Collection.
The nucleotide sequence of the 16S rRNA gene was determined after PCR amplification from genomic DNA using primers 27F/1492R, as described by Lane (1991) . The 16S rRNA gene sequences of the reference strains were retrieved from GenBank. Similarity calculations were determined using the CLUSTAL W program, with LaserGene software 7 (DNASTAR) for the region encompassing nucleotide positions 59-1460. The two strains shared 99.5 % 16S rRNA gene sequence similarity, and shared highest sequence similarities with A. soli JCM 15062 T (96.9-97.2 %) followed by A. baumannii JCM 6841 T (96.8-97 .05 %); they shared 94.7-96.9 % sequence similarity with the type strains of all other recognized species of the genus Acinetobacter. Phylogenetic analysis based on 16S rRNA gene sequences was performed with the neighbour-joining method using the MEGA 4.1 program (Tamura et al. 2007 ). The neighbourjoining tree (Fig. 1) showed that strains BQ4-1 T and NHI3-2 did not cluster with any species with validly published names, and formed a cluster with 99 % bootstrap support within the genus Acinetobacter.
The region Z1-Z2 of the rpoB gene (encompassing nucleotide positions 2915-3775) was examined as described by Nemec et al. (2009 Nemec et al. ( , 2011 among strains of the genus Acinetobacter were determined as described for the 16S rRNA gene. The two novel strains shared 98.8 % rpoB gene sequence similarity, and showed 76.4-83.2 % sequence similarity with the type strains of recognized species and genomic species of the genus. The rpoB gene sequence phylogenetic analysis was carried out as described for the 16S rRNA gene. The neighbour-joining tree ( Fig. 2) showed that the two novel strains formed a distinct cluster with 100 % bootstrap support within the genus Acinetobacter. T and Acinetobacter brisouii DSM 18516 T were performed as described by Yamamoto & Harayama (1995) . Primers UP-1 and UP-2r were used for PCR amplification and primers UP-1S and UP-2Sr were used for sequencing of the PCR products. The other sequences used for gyrB gene sequence comparisons were retrieved from GenBank. Percentage gyrB gene sequence similarities were determined as described for the 16S rRNA gene. The gyrB gene sequences of the two novel strains (927 nt, the region encompassing nucleotide positions 365-1265) were used for phylogenetic analysis. The two strains shared 99 % gyrB gene sequence similarity, and showed 74.4-80.5 % similarity with the type strains of other recognized species and genomic species of the genus. gyrB gene sequence phylogenetic analysis was carried out as described for the 16S rRNA gene. The neighbour-joining tree (Fig. 3) showed that the two strains formed a distinct cluster with a bootstrap value of 100 %. , as reference strains. Motility was checked by phase-contrast microscopy using a Nikon HFX microscope. Growth on various standard bacteriological media, at various NaCl concentrations, over a range of pH, and aerobic growth and haemolysis of sheep blood were determined as described by Kim et al. (2008) . Nutritional and physiological tests were performed according to Nemec et al. (2009) , and in-house assimilation tests were performed as described by Nemec et al. (2011) . Temperature growth tests at 5, 10, 15, 20, 25, 30, 35, 37, 41 and 44 u C were performed in tubes (18 mm diameter) with 5 ml trypticase soy broth (TSB; Difco). Each tube was inoculated with a drop (~30 ml) of cell suspension (~10 8 c.f.u. ml
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) and inocubated in a thermostatically controlled water bath. Phenotypic analyses were also performed using the API 20NE system (bioMérieux) according to the manufacturer's instructions.
The two novel strains were non-haemolytic, Gramnegative, catalase-positive, oxidase-negative, non-motile, short rod-shaped, aerobic bacteria. Phenotypic properties of the strains are given in Table 1 and the species description. Several phenotypic characteristics could be used to separate the two strains from recognized species of the genus Acinetobacter. The novel strains could be phenotypically differentiated from other haemolytic Acinetobacter genomic species by the inability to lyse sheep erythrocytes. In addition, the ability to grow at 41 u C separated them from A. bereziniae, A. bouvetii, A. gerneri, A. guillouiae, Acinetobacter johnsonii and A. lwoffii. The strains could be distinguished from A. soli and A. baylyi by the inability to assimilate trans-aconitate, adipate, Larginine, D-gluconate, D-glucose and malonate. The most 
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A. bouvetii DSM 14964 T (JX523706) E. coli ATCC 25922 (AB083953) useful characteristics for the differentiation of the novel strains from the other species of the genus Acinetobacter were the inability to grow on adipate, 2,3-butanediol, glutarate, L-histidine and L-leucine, and the ability to grow at 41 uC and to assimilate phenylalanine.
Fatty acid profiles of the two strains were determined under identical conditions. Cells grown in TSB for 24 h at 30 u C were prepared and analysed as described by Komagata & Suzuki (1987) by using the Sherlock Identification System (MIDI) (Sasser et al., 2005) . Major fatty acids of the two strains were 9-octadecenoic acid (C 18 : 1 v9c, 39.87 %), hexadecanoic acid (C 16 : 0 , 11.26 %) and summed feature 3 (comprising C 16 : 1 v7c/C 16 : 1 v6c, 18.90 %) and were similar to those of species of the genus Acinetobacter (Kampfer, 1993; Kim et al., 2008; Malhotra et al., 2012) .
Isoprenoid quinones were extracted and analysed as described by Kim et al. (2008) ; the predominant respiratory lipoquinones of strain BQ4-1 T were ubiquinone 9 (Q-9, 89.2 %) and Q-8 (10.8 %), consistent with the ubiquinone system of the genus Acinetobacter (Nishimura et al.,1988; Kim et al., 2008) . The DNA G+C content was determined by using the thermal denaturation protocol (De Ley et al., 1970) . The DNA G+C contents of the two novel strains were 42.5-43 mol%. For DNA-DNA hybridization experiments, total genomic DNA was isolated and purified according to the method described by Marmur (1961) . DNA-DNA hybridization was determined by the initial renaturation rate method (De Ley et al., 1970) . Levels of DNA-DNA relatedness between the two novel strains and A. soli JCM 15062 T and A. baumannii JCM 6841 T were 25.7-35.4 and 22.1-35.2 %, respectively, indicating that the two strains represented a species distinct from these two species. In addition, a number of physiological and chemotaxonomic characteristics clearly distinguished the two strains from other closely related species, such as acid production from D-glucose and utilization of trans-aconitate, adipate, 2,3-butanediol, glutarate, L-histidine, L-leucine, malonate and tricarballylate. The two strains should therefore be classified as representing a novel species within the genus Acinetobacter, for which the name Acinetobacter puyangensis sp. nov. is proposed.
Description of Acinetobacter puyangensis sp. nov.
Acinetobacter puyangensis [pu9yang.en.sis. L. masc. adj. puyangensis referring to Puyang (Henan Province, China), where the type strain was isolated].
Cells are Gram-negative, catalase-positive, oxidase-negative, non-motile, short rods. Strictly aerobic. Cells grow best on NA, marine agar (MA; Difco), TSA, MacConkey agar and R2A agar. Colonies on TSA are milk-white, circular, convex with entire margin, smooth, slightly opaque and approximately 0.3-0.5 mm in diameter after 24 h of incubation at 30 u C (pH 7). Cells are 0.5-0.760.8-1.0 mm in size. Growth occurs in 0-3 % (w/v) NaCl, at pH 5-11 (optimum pH 6-8) and at 10-41 u C (optimum 30 u C); no growth at 44 u C. Does not produce H 2 S, indole or nitrate. Acid is not produced from D-glucose. Gelatin is not hydrolysed. Haemolysis is not observed on agar media supplemented with sheep erythrocytes. Acetate, benzoate, citrate (Simmons), ethanol, L-glutamate, DL-lactate, phenylacetate, L-phenylalanine and 4-aminobutyrate are utilized as sole sources of carbon with growth visible after 6 days of incubation. No growth on trans-aconitate, adipate, b-alanine, 2,3-butanediol, L-arginine, L-aspartate, D-gluconate, D-glucose, citraconate, glutarate, histamine, Lhistidine, L-leucine, levulinate, malonate, L-ornithine, putrescine, D-ribose, L-tartrate, tricarballylate or trigonelline within 6 days. Variable utilization (50 %) of Larabinose within 6 days. Major fatty acids are 9-octadecenoic acid (C 18 : 1 v9c), hexadecanoic acid (C 16 : 0 ) and summed feature 3 (comprising C 16 : 1 v7c/C 16 : 1 v6c). The predominant respiratory lipoquinones are Q-9 and Q-8. The DNA G+C content of is 42.5-43 mol%.
The type strain is BQ4-1 T (5CFCC 10780 T 5JCM 18011 T ), isolated from the healthy part of symptomatic bark of Populus 6euramericana canker (1 cm from a lesion margin). NHI3-2, isolated from the diseased part of symptomatic bark, is a second strain of the species.
